Introduction identified oep as a key gene involved in germ-layer formation and cell type specification during vertebrate gasThe mechanisms by which germ layers form and cell trulation. types become specified during gastrulation are a fundaBecause no known gene corresponded to oep (Schier mental problem in vertebrate development. Classical et al., 1997) , we have positionally cloned the oep gene embryological experiments have established that both and found that it encodes a novel EGF-related protein cues within a cell and inductive interactions between with similarity to the EGF-CFC proteins cripto, cryptic, cells are involved in these events (Spemann, 1938) . Moand FRL-1 (Ciccodicola et al., 1989; Kinoshita et al. , lecular studies have identified transcription factors that 1995; Shen et al., 1997) . Biochemical and immunolocaliserve as intrinsic cues and extracellular factors that mezation studies indicate that oep protein has a functional diate cell signaling events (Heasman, 1997) . In particusignal sequence and is membrane-associated. These lar, secreted proteins of the FGF, wnt, and TGF-␤ famiproperties are disrupted in the oep mutant alleles oep tz57 lies and their inhibitors have been directly implicated in and oep m134 . Injection of RNA encoding for wild-type oep cell type specification and regionalization during gastruprotein rescues oep mutant embryos but does not lead lation. In some cases, the essential nature of these gene to the induction of ectopic structures in wild-type fish. families has been inferred from dominant negative exAt higher expression levels, a secreted form of oep can periments in frog (e.g., Amaya et al., 1991; Hemmati- also rescue mutant embryos. These results identify oep Brivanlou and Melton, 1992) or gene disruption in mouse as a novel extracellular and membrane-associated li-(e.g., Yamaguchi et al., 1994; Winnier et al., 1995) . In gand in the EGF family with essential and permissive addition, misexpression of most of the identified extrafunctions during vertebrate development. cellular signals induces the ectopic specification of cell types or disrupts the overall patterning of the embryo during gastrulation (Heasman, 1997) .
Results Recent genetic screens in zebrafish have identified additional genes with essential functions during gastruPositional Cloning of oep lation as mutations that disrupt regionalization and fate To obtain entry points for a chromosomal walk to oep, we employed bulked segregant analysis with RAPD markers (reviewed in Postlethwait and Talbot, 1997) and Markers 15AH.500 and 20K.850 were used to start the genomic walk. A contiguous stretch of genomic DNA was assembled from zebrafish genomic clones in bacterial artificial chromosomes (BAC) and P1 artificial chromosomes (PAC). The length of all BAC and PAC clones was determined by pulsed-field gel electrophoresis, except for 126K18. The end points and overlap of BAC, PAC, and cosmid clones are inferred from PCR analysis using primers specific for the ends of clones. This allowed overlaps to be established at a precision of ϩ/Ϫ 10 kb. For clones 165D4, 168N24, and 126K18 (dashed) , the extent of overlap has not been determined precisely. Clone 134F10 is chimeric, and its proximal end is not in the oep genomic region. Initial recombinant mapping of 3122 oep m134 /oep z1 hemizygous mutant embryos placed oep m134 proximal to 15AH.500 and distal to 32T7. Clones 14I1 and 240K7 were subcloned into cosmids, and further recombinant mapping placed oep between 46T7 and 32T7. This region is included in cosmids C27, C38, C40, and C21. Final analysis of 3122 oep m134 /oep z1 hemizygous mutant embryos placed recombination points between markers 126T7 and 15AH.500 (three recombinants), 46T7 and m134, corresponding to oep amino acid codon 168 (one recombinant), 14M13R and 32T7 (two recombinants), 32T7 and 20K.850 (three recombinants). isolated two PCR-based markers tightly linked to the analysis and end sequencing, 13 representative cDNAs were used for whole mount in situ hybridization. One mutation . 15AH.500 and 20K.850 were found to be less than 3 cM from oep in initial class of cDNAs (class A) was found to be expressed before the onset of gastrulation and in the axial region mapping experiments using the oep m134 allele . Recombinant analysis of more than 3100 of the gastrula ( Figure 5 ). As previous phenotypic analysis had demonstrated a requirement for oep gene funcadditional meioses established that 15AH.500 is located 0.03 ϩ/-0.08 cM distal and 20K.850 0.16 ϩ/-0.18 cM tion before gastrulation , the gene represented by class A cDNAs provided a promising (99% confidence interval) proximal to the oep locus (Figure 1) . Both markers are deleted in the gamma-ray inoep candidate. Sequence analysis of class A cDNA clones revealed duced allele oep z1 ; data not shown). As a genetic distance of 1 cM corresponds on average an open reading frame (ORF) of 183 amino acid residues ( Figure 2 ). Sequencing of genomic DNA established that to a physical interval of 600 kb (Postlethwait and Talbot, 1997) , we embarked on a genomic walk to isolate the the two previously isolated, chemically induced oep alleles oep m134 and oep tz57 contain mutations in the ORF oep genomic region.
Using PAC and BAC libraries (C. Amemiya, personal that lead to truncations of the oep protein ( Figure 3 ). In addition, injection of synthetic mRNA encoding oep communication; Genome Systems), genomic clones containing each marker were isolated, and their terminal protein into oep z1 or oep tz57 mutant embryos at the 1-4-cell stage restored separation of the eyes and the develsequences were used to obtain additional clones. More than 400 kb of contiguous DNA containing the oep locus opment of the ventral forebrain and hatching gland, a prechordal plate derivative ( Figure 6 ; Table 1 ). These was isolated (Figure 1 ). Recombinant fine mapping was performed using polymorphisms identified as singlegenotypically mutant embryos were often phenotypically indistinguishable from wild-type embryos. We constranded conformation polymorphisms (SSCP) or cleaved amplified polymorphic sequences (CAPS). These expericlude that the candidate represented by class A cDNAs is the oep gene, based on (1) high-resolution genetic ments initially located oep to an interval of less than 200 kb. DNA from this region was subcloned into cosmid mapping, (2) analysis of the oep m134 and oep tz57 point mutations and the oep z1 deletion, and (3) rescuing activvectors. Further fine mapping identified four cosmids spanning ‫001ف‬ kb that defined the oep interval. Cosmids ity of microinjected synthetic RNA. were individually used to screen a blastula/gastrula zebrafish cDNA library (T. Lepage and D. Kimelman, per- oep Encodes a Novel EGF-CFC Protein Sequence comparison indicates that oep is a novel sonal communication) under suppression conditions to block repetitive sequences (Baxendale et al., 1991) . member of the EGF superfamily (Groenen et al., 1994 ; Figure 3E ). ) and corresponds to a tandem duplication of the last seven amino acids of exon 5. Sequencing of the oep genomic region confirms the presence of this exon and indicates that part of exon 5 and intron 5 have been locally duplicated giving rise to exon 6 and intron 6 (data not shown). One amino acid polymorphism was identified in wild-type strains: nucleotide 631 was A or G, rendering amino acid 176 Thr or Ala, respectively. In oep tz57 , nucleotide 631 is C, encoding Pro-176; this does not affect rescuing ability (Table 1) . A85 (underlined) is mutated to G85 in oep tz57 . C608 (underlined) is mutated to A608 in oep m134 , changing Ser-168 to a stop codon. Signal sequence cleavage between Ser-20 and Leu-21 is predicted at a Y-score of 0.697 (cutoff 0.34; Nielsen et al., 1997) . The C terminus following Leu-167 is hydrophobic and predicted to form a 17 amino acid-long ␣-helix. The EGF and CFC homology domains are located between amino acids 77 and 112, and 115 and 151, respectively. Note that these two domains represent distinct exons. et al., 1997), and FRL-1 (Kinoshita et al., 1995) , members in a C-terminal truncation of 16 amino acids from the hydrophobic C terminus, whereas oep tz57 changes the of the EGF-CFC class of EGF-like molecules ( Figure  3D ). The extent of similarity (22%-32%) among these initiator codon ATG to GTG, predicting in-frame translation initiation nine amino acids downstream of the norproteins suggests that they are not orthologs, but distinct members of a gene family ( Figure 3A ). As found in mal oep initiation site. Supporting the notion that the oep tz57 mutation inactivates oep function, we find that other EGF-CFC proteins, the EGF domain of oep lacks the A loop between the first and second cysteine found injection of mRNA encoding oep tz57 cannot rescue oep mutants (Table 1) . We have also found a less abundant in most EGF-like motifs ( Figure 3E ). In addition, the spacing of the third and fourth cysteine is reduced relative alternative splice form of oep that contains an additional exon of seven amino acids at the end of the CFC domain to other EGF-like repeats, resulting in a smaller B loop ( Figure 3E ). Similarity extends to the CFC domain, a (oep long ; Figure 2 ). Sequencing of the oep genomic region confirms that this extra exon is present downstream of novel cysteine-rich domain whose function is unknown (Shen et al., 1997;  Figure 3D ). Other features shared by exon 5 (Figure 2 and data not shown). Injection of mRNA encoding oep long rescues oep mutant embryos and does oep and EGF-CFC proteins include a hydrophobic N terminus that is predicted to function as a signal senot appear to be functionally different from the shorter oep protein in this assay (Table 1) . quence (Nielsen et al., 1997) and a hydrophobic C terminus that might mediate membrane attachment (Brandt et al., 1994; Kinoshita et al., 1995 Mouse cryptic has two potential translation initiation sites (Shen et al., 1997) . For alignment and sequence comparisons, we have used cryptic protein initiated at the second AUG. Sequence identity is given for the entire ORF and for the EGF-CFC region as defined in Figure cleavage assay ( Figure 4A ). When synthetic RNA encodembryos (Table 1) . Immunostaining of injected embryos detects oep protein in the region of the cell surface but ing oep is translated in vitro in the absence of microsomes, the oep protein has an apparent mass of ‫02ف‬ does not distinguish between membrane association or secretion into the intercellular space ( Figure 4B ). To kD, in accord with the size predicted from the cDNA sequence. Addition of microsomes results in the appeardetermine whether FLAG-oep is membrane-associated or secreted, COS cells were transfected with a FLAGance of an ‫81ف‬ kD protein, consistent with the cleavage of the oep signal sequence after Ser-20. Translation of oep expression construct. Immunolocalization detects FLAG-oep at the cell membrane ( Figure 4C ), and Westthe oep tz57 mutant mRNA is less efficient than that of oep wild-type RNA and leads to the production of a ern blotting experiments show that FLAG-oep is present in the cellular fraction, but not the conditioned medium shorter oep protein, consistent with translational initiation downstream of the mutated start site. The resulting of transfected COS cell cultures ( Figure 4D ). These results suggest that oep is cell surface-associated, but not protein has a shortened hydrophobic N terminus that is predicted to be nonfunctional as a signal sequence secreted. The mutant FLAG-oep m134 , which lacks most of the hydrophobic C terminus, displays a similar immuno- (Nielsen et al., 1997) . Confirming this prediction, in vitro translation in the presence of microsomes does not lead localization in embryos as wild-type FLAG-oep (data not shown). In contrast to FLAG-oep, however, FLAGto further shortening of oep tz57 protein, indicating that signal sequence cleavage is defective in this mutant. oep m134 is not membrane-associated but found in the conditioned medium of COS cell cultures (Figures 4C To determine the subcellular localization of oep protein, we constructed a derivative of oep that contains a and 4D). This indicates that the hydrophobic C terminus of oep is required for membrane attachment. The FLAG-FLAG-tag near the N terminus. Injection of synthetic RNA encoding FLAG-oep efficiently rescues oep mutant oep tz57 mutant protein could not be detected in COS 5K and 5L). Because oep mRNA levels start to drop shield ( Figure 5N Figures 4C and 4D ) and embryos (data not shown), also be sufficient to induce these cell types. To test this suggesting that translation initiation is inefficient and/ idea and to determine whether restricted oep expression or that defective signal sequence cleavage leads to the is essential for normal development, we injected mRNA cytoplasmic localization and degradation of oep tz57 proencoding oep protein into wild-type embryos at the 1-4-tein. In summary, these in vitro and in vivo results indicell stage. Immunohistochemical detection of FLAGcate that endogenous oep functions as an extracellular, oep protein indicated that this approach leads to widemembrane-associated factor and that normal localizaspread oep protein expression. We found that mRNA tion is essential for proper development. levels that rescued the oep mutant phenotype did not induce developmental defects in more than 90% of wildMaternal and Zygotic Expression of oep mRNA type embryos ( Figure 6 ; Table 1 ). We did not observe To determine the spatial and temporal expression of oep ectopic hatching gland (a prechordal plate derivative), mRNA, we performed whole mount in situ hybridization eyes, or forebrain structures. In a minority of embryos, using digoxigenin-labeled oep antisense RNA probes we detected variable defects, including abnormally ( Figure 5 ). From the 1-cell stage until 40% epiboly, exshaped tails, kinked body axes, or reduced head develpression of oep mRNA can be detected in all cells of opment. These results suggest that oep need not be the blastoderm, indicating that oep mRNA is deposited strictly localized to limit its function in the early embryo. maternally. Maternal mRNA deposition is also apparent
In addition, oep is necessary for the development of by RT-PCR analysis of mRNA isolated at the 32-64-cell prechordal plate and ventral forebrain but is not suffistage (data not shown), more than 1 hr before zygotic cient to induce the ectopic formation of these structures. gene activation (Kane and Kimmel, 1993 
Discussion

Positional Cloning Identifies Zebrafish Genes Defined in Genetic Screens
The hundreds of mutations affecting zebrafish development and physiology provide an extensive resource to study vertebrate gene function (Driever et al., 1996; Haffter et al., 1996; Schier, 1997) . A few of the mutant loci have recently been cloned as candidate genes. This approach has established an essential role for zebrafish homologs of Brachyury (no tail; Schulte-Merker et al., 1994) , xnot (floating head; Talbot et al., 1995) , and chordin (dino; Schulte-Merker et al., 1997). We have now used in zebrafish a positional cloning strategy to isolate a mutated gene, and these experiments identified oep as a novel member of the EGF superfamily.
The isolation of oep highlights some of the advantages and strategies applicable to positional cloning in zebrafish. Pooling strategies (bulked segregant analysis) and DNA fingerprinting techniques (RAPD analysis and AFLP analysis) can be applied to obtain tightly linked markers (reviewed in Postlethwait and Talbot, 1997). The cloning effort is then greatly aided by the availability of thousands of mutant embryos. The large number of meioses that can thus be analyzed allowed the genetic fine mapping of oep at a resolution of 0.1 cM and the demarcation of a candidate region of ‫001ف‬ kb. The ease of whole mount in situ hybridization in zebrafish embryos greatly aided the identification of the oep transcription unit. Finally, complementation assays can be performed by injection of mRNA as described here. The positional cloning of oep demonstrates that this approach will be an important tool for the molecular analysis of developmental mutations in zebrafish. represent models for human diseases or congenital de-3A). In contrast, higher than 60% sequence identitity is found among true vertebrate orthologs of extracellular fects. In this context, it is interesting to note that loss of oep leads to severe cyclopia and aberrant developmolecules such as sonic hedgehog or BMP4. In addition to divergent sequences, the expression patterns of the ment of ventral neuroectoderm. This phenotype resembles the human congenital disorder holoprosencephaly known members of the EGF-CFC family are also distinct (Dono et al., 1993; Johnson et al., 1994; Kinoshita et al., (Muenke, 1995) . Human sonic hedgehog has recently been found to correspond to the human holopros-1995; Shen et al., 1997) . The oep, cripto, cryptic, and FRL-1 proteins are therefore likely to define four distinct encephaly locus HPE3 (Roessler et al., 1996) . The phenotype and molecular identification of oep provides a members in the EGF-CFC family.
In keeping with the divergent sequence and expresnovel candidate gene that might represent another holoprosencephaly locus.
sion pattern of the known EGF-CFC family members, these proteins have been identified by their functions in a number of different contexts. Cripto was isolated
Similarity of Oep to EGF-CFC Proteins
as the first member of the EGF-CFC family and has Previous studies have implicated extracellular proteins been implicated in transformation and tumor formation of the FGF, wnt, and TGF-␤ families and their inhibitors (Ciccodicola et al., 1989; Ciardiello et al., 1994) . Injection in cell type specification and regionalization during early of FRL-1 mRNA into Xenopus laevis embryos leads to vertebrate embryogenesis (Heasman, 1997) . The identireduced anterior head morphology (Kinoshita et al., fication of oep as an EGF-related protein establishes 1995). This phenotype is rarely found upon injection of now an essential role for the EGF gene family during oep mRNA into zebrafish embryos. Furthermore, FRL-1 vertebrate gastrulation. The oep gene constitutes a induces N-CAM and muscle actin expression in animal novel, divergent member of the EGF-CFC class of EGFcaps. In contrast, oep does not seem to be required for related proteins. Other members of this family include neural induction or skeletal muscle development. It is mouse cripto (Ciccodicola et al., 1989; Dono et al., 1993) , thus possible that different EGF-CFC molecules such mouse cryptic (Shen et al., 1997) , and frog FRL-1 (Kinoas oep and FRL-1 have distinct activities during early shita et al., 1995) . No EGF-CFC proteins have been redevelopment, a feature also found for nonorthologous ported in invertebrates. The identified EGF-CFC proteins share only 22%-32% overall sequence identity ( Figure  members of the wnt and TGF-␤ families. 
Structure of Oep
direct signal or mediate receptor regulation by some other signal. Precedent for both possibilities exists. For Four distinct regions can be found in oep and other EGF-CFC proteins: (1) an N-terminal predicted signal example, the EGF family members neuregulin and EGF bind and directly regulate the activity of their receptors. sequence, (2) an EGF homology domain, (3) a second conserved cysteine-rich motif called the CFC homology
In support of a similar, direct signaling role of oep and other EGF-CFC proteins, exogenous cripto protein can domain, and (4) a short hydrophobic C terminus. This sequence arrangement and our immunolocalization and stimulate the phosphorylation of the shc adaptor protein in different cell lines (Kannan et al., 1997 ; Lohmeyer et biochemical studies suggest that all residues of oep with the possible exception of the C terminus are localized al., 1997). Although this result and the small size of oep protein suggest a direct signaling role, it is formally extracellularly and that is unlikely that oep has a cytoplasmic portion. Analysis of the two mutant alleles oep tz57 possible that oep might function similarly to GFR-␣, a membrane-attached GDNF receptor (Jing et al., 1996;  and oep m134 points to the importance of proper localization for oep in vivo activity. The oep tz57 mutant protein Treanor et al., 1996) . GFR-␣ forms a complex with GDNF and then binds and regulates the ret tyrosine kinase. is inefficiently translated in vitro, lacks a functional signal sequence, and cannot be detected in COS cells and According to this scenario, an unidentified signaling molecule could bind to oep, and a ternary complex embryos. It is conceivable that low levels of oep tz57 protein are produced in vivo but are rapidly degraded bewould then be formed with a receptor that mediates cytoplasmic signal transduction. Further understanding cause the signal sequence defect leads to the cytoplasmic localization of oep tz57 protein. The oep m134 mutant of the molecular function of oep awaits isolation of the oep receptor. protein lacks 16 amino acids of the hydrophobic C terminus and is found in the conditioned medium of COS cells, establishing a role of the oep C terminus in membrane attachment.
Role of Oep in Prechordal Plate Development and goosecoid Regulation
Loss of oep function disrupts development of preFunction of Oep as an Extracellular Ligand chordal plate, endoderm, ventral neuroectoderm, and Both the membrane-attached and, at higher expression heart. Detailed analysis of marker gene expression and levels, a secreted form of oep can complement oep genetic mosaics has previously indicated that oep is mutants. In light of the properties of other EGF-like molerequired cell-autonomously in prechordal plate progenicules (Groenen et al., 1994; Burden and Yarden, 1997) , tors at the onset of gastrulation , 1997) . Our studies identify oep as an extracellular, exist for the oep receptor, as cripto does not seem to membrane-attached EGF-like ligand that is widely exact via the EGF receptor or other members of the erbB pressed, including in prechordal plate and floor plate receptor family (Brandt et al., 1994; Kannan et al., 1997;  precursors (Shih and Fraser, 1995; Melby et al., 1996) . Lohmeyer et al., 1997) . Furthermore, although The autonomous function of oep therefore implies that was originally identified as a potential ligand for the FGF oep protein expressed in prechordal plate progenitors receptor (Kinoshita et al., 1995) Neuron 18, 847-855. After blocking with 10% normal goat serum in PBT (0.1% Tween Ciardiello, F., Tortora, G., Bianco, C., Selvam, M.P., Basolo, F., Fon-20 in PBS) for 1 hr, embryos were incubated with Anti-FLAG M2 tanini, G., Pacifico, F., Normanno, N., Brandt, R., Persico, M.G., et monoclonal antibody (Eastman Kodak Company) at 1:400 dilution al. (1994) . Inhibition of CRIPTO expression and tumorigenicity in (10 g/ml) in 1% normal goat serum in PBT overnight at 4ЊC. After human colon cancer cells by antisense RNA and oligodeoxynucleowashes in 1% normal goat serum in PBT, embryos were incubated in tides. Oncogene 9, 291-298. secondary antibody Cy3-conjugated AffiniPure Donkey Anti-Mouse Ciccodicola, A., Dono, R., Obici, S., Simeone, A., Zollo, M., and IgG (Jackson ImmunoResearch Laboratories) at 1:250 dilution and Persico, M.G. (1989) . Molecular characterization of a gene of the counterstained with DAPI. Immunostaining was analyzed and docu-"EGF family" expressed in undifferentiated human NTERA2 teratomented on a Zeiss Axioplan microscope using Metamorph software carcinoma cells. EMBO J. 8, 1987 EMBO J. 8, -1991 . (Universal Imaging; kindly provided by Dr. G. Fishell). Transfected Dale, J.K., Vesque, C., Lints, T.J., Sampath, T.K., Furley, A., Dodd, COS cells were immunostained using the same protocol.
J., and Placzek, M. (1997) . Cooperation of BMP7 and SHH in the induction of forebrain ventral midline cells by prechordal mesoderm.
In Vitro Translation and Signal Sequence Cleavage
Cell 90, 257-269. In vitro translation was performed using 5 ng/l in vitro-synthesized RNA, rabbit reticulocyte lysates (Promega), and [
S]methionine in
Dono, R., Scalera, L., Pacifico, F., Acampora, D., Persico, M.G., and Simeone, A. (1993) . The murine cripto gene: expression during the presence or absence of microsomes from canine pancreas mesoderm induction and early heart morphogenesis. Development (Boehringer) according to the manufacturer's instructions. Transla-118, 1157 Transla-118, -1168 . tion products were separated by SDS-PAGE and visualized by autoradiography.
Driever, W., Solnica-Krezel, L., Schier, A.F., Neuhauss, S.C., Malicki, J., Stemple, D.L., Stainier, D.Y., Zwartkruis, F., Abdelilah, S., Rangini, Expression in COS-7 Cells Z., et al. (1996) . A genetic screen for mutations affecting embryogen-COS-7 cells were transfected at 40% confluence with 1 g of plasesis in zebrafish. Development 123, 37-46. mid DNA with 6 l lipofectamine in 1 ml OPTI-MEM (Life TechnoloGabay, L., Seger, R., and Shilo, B. -Z. (1997) . In situ activation pattern gies). Medium was changed to DMEM with 10% FBS after 6 hr.
of Drosophila EGF receptor pathway during development. Science Conditioned medium and cells were collected after 48 hr. After 277, 1103-1106. concentrating with Centricon 10 filters (Micron Separations Inc.), Groenen, L.C., Nice, E.C., and Burgess, A.W. (1994) . Structure-func-1/10 (oep without FLAG, FLAG-oep wt , FLAG-oep tz57 ) or 1/50 (FLAGtion relationships for the EGF/TGF-␣ family of mitogens. Growth oep m134 ) of conditioned medium was used for Western analysis. Cells Factors 11, 235-257. were lysed in RIPA buffer containing protease inhibitors and frozen Gupta, S.K., Kececioglu, J.D., and Schaeffer, A.A. (1995) . Improving on dry ice, and 1/2 (oep without FLAG, FLAG-oep wt , FLAG-oep tz57 ) the practical space and time efficiency of the shortest-paths apor 1/10 (FLAG-oep m134 ) of the lysate was separated by 15% SDSproach to sum-of-pairs multiple sequence alignment. J. Comput. PAGE. Western analysis was performed by blotting onto PVDF Biol. 2, 459-472. membranes and detection of FLAG by Anti-FLAG M2 antibody and Haffter, P., Granato, M., Brand, M., Mullins, M.C., Hammerschmidt, Anti-mouse IgG-HRP secondary antibody using the ECL system M., Kane, D.A., Odenthal, J., van Eeden, F.J.M., Jiang, Y.J., Heisen-(Amersham). FLAG-oep was consistently detected at 2-5ϫ lower berg, C.P. , et al. (1996) . The identification of genes with unique and levels than FLAG-oep m134 in cell lysates. essential functions in the development of the zebrafish, Danio rerio. Development 123, 1-36.
